Introduction
Pancreatic cancer is the ninth most common malignant tumor in China. 1 The 5-year survival rate of pancreatic cancer patients is ,5% because of the high degree of malignancy of the disease. 2 Pancreatic cancer shows the worst prognosis among malignant tumors. This disease usually shows a short time window before clinical diagnosis. 3, 4 Furthermore, pancreatic cancer patients are expected to be cured through early diagnosis and surgery. 5 Therefore, early diagnosis is important in the treatment efficacy and quality of life of pancreatic cancer patients.
Tumor markers are molecules found in blood, tissue, and body fluids, and their measurement or identification is useful in patient diagnosis or clinical management. 6 During tumorigenesis, altered levels of tumor markers in patients are associated with a certain tumor. Carbohydrate antigen 19-9 (CA19-9) is a glycoprotein highly associated with malignant tumors and commonly used as a clinical marker for the
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huang et al diagnosis of pancreatic cancer, colorectal cancer, and gastric carcinoma, particularly pancreatic carcinoma. 7, 8 The CA19-9 levels of normal adults are significantly lower than 37 U/mL. 9 However, a slight elevation of CA19-9 level in blood is closely related to pancreatic cancer incidence and development. 10 A sensitive and accurate determination of CA19-9 is crucial for the early clinical diagnosis of pancreatic cancer.
Traditional immunoassay methods for tumor markers include fluorescence, 11, 12 spectroscopy, 13, 14 chemiluminescence, 15, 16 radioimmunoassay, 17, 18 electrophoresis, 19 polymerase chain reaction (PCR), and enzyme-linked immunosorbent assay (ELISA). [20] [21] [22] Current methods can obtain accurate and reliable detection results but usually require expensive instruments and complex operating procedures. The development of a new, facile, and cost-effective technology with improved sensitivity to detect tumor markers is urgently needed to facilitate the early diagnosis and treatment of tumors. [23] [24] [25] Electrochemical immunosensors, which are a novel type of biosensors that combine electrochemical sensing technology and immunoassay technology, feature high sensitivity and specificity; thus, these biosensors can be applied to the analytical investigation of monitoring immunogenicity and its response. 26, 27 Label-free electrochemical immunosensors, which feature easy control, simple apparatus, and low price, can be explored to detect different biological molecules. 28, 29 The efficient immobilization of antibodies and the generation with amplified signals are the key steps in constructing label-free electrochemical immunosensors. 30, 31 The emergence of new nanomaterials has opened a new approach to develop such sensors. In recent years, several nanocomposites or their redox products have been gradually used to design and build a novel biosensing interface because of their good electrochemical activity and strong adsorption ability. [32] [33] [34] [35] [36] In the development of new biosensing interface, label-free style electrochemical sensor, with the introduction of special redox mediator for specific target biomarkers, is attractive. The electron mediator thionine can be used to construct label-free electrochemical immunosensors because of its favorable electron transfer capability; however the stability of the electrode remains to be improved. Compared with its monomer, polythionine features larger specific surface area, higher reaction activity, and long-term stability. 37, 38 Regulation of polythionine can improve the ability and application performance in electrochemical biosensors. [39] [40] [41] [42] Anionic surfactant-doped polythionine with sensitive response was recently prepared and used for the fabrication of label-free electrochemical immunosensor. 39 The previous work reported that polythionine and gold nanocomposites can be effectively synthesized and applied to detect biomarkers with high isoelectric point. 40 Although reported works illustrated the fact that specific electrochemical biosensors for some targets based on polythionine or its composites can be obtained, the construction of facile label-free electrochemical sensing interface for large-scale analysis of biomarkers for variable clinical samples is still not available.
The present study aims to explore a label-free electrochemical immunosensor based on polythionine-Au composites (AuNPs@PThi) and Au nanoparticles for CA19-9 detection. The abovementioned immunosensor not only favors signal amplification but also improves stability, selectivity, sensitivity, and reproducibility. It provides a new path for the scientific basis of clinical applications based on AuNPs@PThi. The resulting label-free electrochemical immunosensor could be used to accurately detect CA19-9 sensitively and facilely in a large number of clinical samples. Thus, the method established in this work was used to detect and differentiate CA19-9 concentration in pancreatic cancer patients and healthy controls. 6 ] were purchased from Sinopharm Chemical Reagent Co., Ltd. (Shanghai, China). Thionine (C 14 H 13 N 3 O 2 S) and bovine serum albumin (BSA) were obtained from Sigma-Aldrich Co. LLC, St Louis, MO, USA. All chemicals were of analytical grade, and all stock solutions were prepared using deionized or autoclaved water.
Materials and methods chemicals and materials
apparatus
The electrochemical measurement was performed with a CHI 660C electrochemical analytical system (CH Instrument, Inc., Shanghai, China) connected to a personal computer. All electrochemical measurements were carried out with a conventional three-electrode system composed of a glassy carbon electrode (GCE, 3 mm in diameter), a platinum wire counter electrode, and an Ag/AgCl (saturated KCl solution) reference electrode. Electrochemical impedance spectroscopy (EIS) were performed on an Autolab PGSTAT302F system (Eco Chemie Co., Ltd., Utrecht, the Netherlands). Transmission electron microscopy (TEM) was operated on a JEM-1400 system (JEOL Co., Ltd., Tokyo, Japan) with an accelerating 
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label-free electrochemical immunoassay based on polythionine-au composites applied potential of 100 kV. Atomic force microscopy (AFM) was performed on a NanoScope VIII system (Bruker Co., Ltd., Karlsruhe, Germany). All the experiments were carried out at ambient temperature.
synthesis of auNPs
AuNPs were prepared via reduction of HAuCl 4 by sodium citrate, according to an established method. 43 In short, 4 mL of 1% sodium citrate solution was added into 250 mL of boiled 0.01% HAuCl 4 solution rapidly, followed by keeping the mixture solution boiling for another 10 min under stirring. As-formed AuNPs solution was stored at 4°C for further use.
Preparation of auNPs@PThi
In a 250 mL round bottom flask, with the temperature controlled at 50°C, 0.08 g thionine, 1 mL 1% HAuCl 4 , and 1 mL 30% H 2 O 2 were successively added into the 50 mL 6 mM FeCl 3 solution under vigorous stirring for 24 h. Afterward, the obtained black liquor was centrifuged, and then the precipitate was successively washed with 0.1 mol/L HCl and deionized water three times to remove impurities, by-product, and excess ions. Then, the black powder was dried in vacuum at 40°C for 8 h to get the final product. Pristine PThi was prepared through the same procedure as AuNPs@PThi, just without the addition of HAuCl 4 .
synthesis of auNPs/auNPs@PThi/gce
The AuNPs/AuNPs@PThi/GCE was prepared by adsorption of citrate-stabilized AuNPs onto the GCE using AuNPs@ PThi as a cross-linking agent. In a typical synthesis, 4 μL of 0.5 mg/mL AuNPs@PThi dispersed in DMF solution was dropped on the surface of pretreated GCE and left to dry at room temperature, followed by adding 5 μL of AuNPs collosol and leaving at room temperature for 12 h to form AuNPs/AuNPs@PThi/GCE. As-prepared electrode was stored at 4°C for further use.
Fabrication of the immunosensor
The immunosensor was fabricated by a simple casting method. First, 10 μL of 100 μg/mL anti-CA19-9 was dropped on the surface of the prepared AuNPs/AuNPs@PThi/GCE and then incubated for 60 min to form the anti-CA19-9/ AuNPs/AuNPs@PThi/GCE after washing with phosphate buffer and drying in a stream of nitrogen. Following that, the above GCE was incubated in 0.1% BSA solution for 30 min to eliminate nonspecific binding. Subsequently, the BSA/anti-CA19-9/AuNPs/AuNPs@PThi/GCE detection electrode was succeeded after washing with phosphate buffer and drying in a stream of nitrogen. Finally, the electrode was incubated with a series of concentrations of CA19-9 solution for 60 min, and the electrochemical signal before and after the binding of CA19-9 was tested and compared. Figure 1 displays the fabricated procedure and the measurement protocol of the electrochemical immunosensor.
Results and discussion characterization of auNPs@PThi
The morphology and inherent electrochemical property of AuNPs@PThi may affect the testing performance of the fabricating sensor. The characterization of AuNPs@PThi was conducted first. Figure 2A shows the transmission electron Figure 2B shows that AuNPs@PThi-modified GCE exhibited a homogeneous, orderly, and sheet form. Hence, AuNPs@PThi can successfully and effectively form and modify on the surface of GCE.
The electrochemical property of the prepared AuNPs@ PThi was investigated and compared to confirm whether the AuNPs@PThi owned the superiority than the pure polythionine. Thus, the same contents of PThi and AuNPs@ PThi were used to prepare the modified electrode, and the cyclic voltammetry (CV) performance was tested. As shown in Figure 3 , PThi and AuNPs@PThi both exhibited quasireversible redox behavior with ∆Ep values of 109 and 107 mV, respectively. In addition, the reduction and oxidation peak currents of AuNPs@PThi increased compared with the same content of simple PThi. The electroactive behavior of AuNPs@PThi was superior to that of PThi because of the introduction of AuNPs. Furthermore, AuNPs@PThi effectively improved the electrochemical response, illustrating the possible improvement of sensing performance.
characterization of immunosensor fabrication
According to the excellent electrochemical property of AuNPs@PThi, differential pulse voltammetry (DPV) was used to investigate the varied signals and to monitor the fabrication of the proposed immunosensor based on the immobilized AuNPs@PThi, as shown in Figure 4 . Compared with no peak on GCE (curve a), curve b shows an apparent anodic peak of AuNPs@PThi at approximately 0.01 V because of the internal response of the prepared AuNPs@PThi. The electrode electrochemical response indicated the sensitive response of AuNPs@PThi/GCE. After AuNP assembly, AuNPs/AuNPs@PThi/GCE exhibited a strengthened current (curve c), implying that the transfer rate was improved due to the formation of an AuNP layer with enhanced current transfer. For anti-CA19-9 immobilization, anti-CA19-9/AuNPs/AuNPs@PThi/GCE exhibited further enhanced current response (curve d). The improved current was markedly different from the inhibited behavior of antibody immobilization of the immunosensor with AuNPs@PThi as the signal. 37, 44, 45 When the pH of the 
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label-free electrochemical immunoassay based on polythionine-au composites detecting solution was 3.5, the immobilized anti-CA19-9 may adjust the surface charge of the electrode. 40 The modulated surface structure and surface charge promoted the current transfer between the electrode and the electrolyte in a total sensing loop and improved the response current. 46 Subsequently, when the electrode was modified with BSA to eliminate nonspecific binding, the peak current decreased because of the formation of an electron-blocking layer. Finally, the current response obviously decreased compared with curve e because of the insulating CA19-9 protein layers on the electrode that hinder the electron transfer. Thus, using AuNPs@PThi as the signal indicator and AuNPs as the antibody carrier, we can calculate CA19-9 concentration from the current before and after the formation of the immunocomplex (∆I) with added CA19-9.
Correspondingly, electrochemical impedance spectra were used to investigate the surface changes in the modification process of the immunosensor. As shown in Figure 5 , a semicircle portion at high frequencies and a linear portion at low frequencies were obtained at different electrode assembly steps. Using [Fe(CN) 6 ] 3−/4− as the electrochemical probe, various electron-transfer resistances (R et ) of different electrodes exhibited successful fabrication of the immunosensor. The R et of AuNPs@PThi/GCE (4,375 Ω, curve b) was larger than that of the bare GCE (500 Ω, curve a), suggesting the successful assembly of AuNPs@PThi.
With the assembly of AuNPs, R et decreased to 1,675 Ω (curve c) compared with that of AuNPs@PThi/GCE, illustrating the accelerated electron transfer effect because of the high conductivity of AuNPs. When the anti-CA19-9 immobilized on the surface of AuNPs/AuNPs@PThi/GCE, the value of R et further decreased (curve d), which agreed with the results of DPV. After the capture of BSA and CA19-9, the values of R et increased to 3,500 Ω (curve e) and then to 6,875 Ω (curve f). This result suggests that the formation of the immunocomplex layer hindered the electron transfer. Therefore, the results of DPV and EIS of the different assembly steps of the proposed immunosensor confirmed the feasibility of the sensing of CA19-9 through such a method.
Optimization of experimental conditions
The signal source of the immunosensor was the introduction of AuNPs@PThi. Thus, the origin of the electrochemical response of the AuNPs@PThi-modified GCE is important for the sensing performance of the immunoassay. The concentration of AuNPs@PThi for the modified electrode was initially investigated, as shown in Figure 6A . AuNPs@PThi at concentrations between 0.05 and 5 mg/mL significantly increased the reduction peak current but exerted no significant influence at greater concentrations. For convenience, 5 mg/mL AuNPs@PThi was used for electrode modifications. The quantitative basis of CA19-9 was ∆I due to the introduction of CA19-9 to the antibody-modified electrode. Thus, several ∆ ∆ Figure 4 DPV responses of gce (a), auNPs@PThi/gce (b), auNPs/auNPs@PThi/ gce (c), anti-ca19-9/auNPs/auNPs@PThi/gce (d), Bsa/anti-ca19-9/auNPs/ auNPs@PThi/gce (e), and ca19-9/Bsa/anti-ca19-9/auNPs/auNPs@PThi/gce (f) in PBs (ph 3.5) for the different steps of the label-free immunosensor. Note: The inset shows the amplified section of varied current (∆I) between curve e and curve f due to the formation of immunoreactions exposed to ca19-9. Abbreviations: DPV, differential pulse voltammetry; gce, glassy carbon electrode; auNPs@PThi, polythionine-au composites; ca19-9, carbohydrate antigen 19-9; Bsa, bovine serum albumin; PBs, phosphate-buffered saline.
′ Ω ″ Ω Figure 6B shows that the current response (∆I) increased and then decreased in the pH range of 3.0 to 5.5 with a maximum value at pH 3.5. Therefore, pH 3.5 of the detection solution was chosen as the optimal solution to obtain high sensitivity. Incubation time is another important parameter in the construction of the immunosensor. The effect of incubation time was investigated within the time range of 15-90 min with 10 U/L CA19-9. Figure 6C shows that the current response rapidly increased within 30 and 60 min and then tended to level off due to the saturated formation of an antigen-antibody complex. Therefore, the optimal incubation time was set at 60 min. We also investigated the effect of temperature on the reaction. Figure 6D shows the effect of different temperatures (20°C-40°C) on the current responses. The peak current increased with increasing temperature, reached the maximum value at 37°C, and then decreased at temperatures over 37°C. This result may be attributed to the irreversible behavior (protein denaturation) involved in the process, which is caused by high temperatures. Thus, the optimal incubation temperature to achieve immunoreaction was 37°C.
Detection performance of the electrochemical immunosensor
Under the optimal conditions, different concentrations of CA19-9 in the incubation solution were detected by DPV. Figure 7 shows the DPV curves of the constructed BSA/ anti-CA19-9/AuNPs/AuNPs@PThi/GCE after immunoreaction with different concentrations of CA19-9. The peak currents of AuNPs@PThi proportionately decreased with increasing concentrations of CA19-9. Typically, CA19-9 was attached to the electrode surface through immunoreaction with anti-CA19-9, which was previously immobilized on the immunosensor. The insulating CA19-9 protein layer acting as a nonconductor obstructed the electron transfer between the electrolyte and the electrode surface. Therefore, the DPV peak currents decreased proportionally with increasing CA19-9 concentration, which can be utilized as a quantitative measurement of CA19-9 concentration. As presented in Figure 7 , decreased currents (∆I) showed a linear relation with the logarithm of CA19-9 concentrations in the range of 6.5-520 U/mL. The linear equation was ∆I (μA) =−0.0136+1.4950 LogC (U/mL) with R=0.9989, and the limit of detection was calculated to be 0.26 U/mL at a signal-to-noise ratio of 3.
Several common interfering proteins, including digestive enzymes and tumor markers, were tested to evaluate the specificity of the proposed immunosensor. The ∆I values of the immunosensor toward interfering proteins were obtained under the same experimental condition for CA19-9, as shown in Figure 8 . Compared with the ∆I value of CA19-9, the ∆I values of the interferents were much lower, indicating the good specificity of the proposed immunosensor for CA19-9 detection. Moreover, in Figure 7 , the reproducibility of the immunosensor was evaluated using the error bars of the different concentrations of CA19-9 of three independent electrodes. The relative standard deviation values of the tests were not more than 1.81% for different CA19-9 concentrations, suggesting the excellent reliability of the fabricated immunosensor.
application of the immunosensor in human serum samples
The feasibility of the proposed immunosensor for possible clinical application was investigated by analyzing 30 serum samples from The First Affiliated Hospital of Fujian Medical University and People's Liberation Army of China (PLA) 476 hospital. The collection and use of clinical serums obtained from anonymous participants were approved by the ethics committee of Fujian Medical University, and the obtained samples were divided into normal control and pancreatic cancer, which was pathologically confirmed. Written informed consent was not obtained from the anonymous participants as this was a retrospective study, and all data was anonymous. Thus, the ethics committee did not require written informed consent from the participants who provided serum sample. According to the ∆I value and the linear equation in Figure 7 , the sensing results of the two groups were significantly different and we could qualitatively identify a positive or negative serum specimen, as shown in Figure 9 . The positive serum samples of pancreatic cancer showed much higher concentration of CA19-9 than the concentration of CA19-9 of normal control, confirming the clinical Figure 8 Specificity of the electrochemical immunosensor toward 5 ng/mL common proteins and digestive enzymes (5 U/ml for ca125 and ca19-9). Note: error bars represent the sDs from three independent detections. Abbreviations: ca19-9, carbohydrate antigen 19-9; Bsa, bovine serum albumin; sD, standard deviation; aFP, alpha fetoprotein; cea, carcinoembryonic antigen. 
∆
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huang et al significance of CA19-9 for the diagnosis and prognostic evaluation of pancreatic cancer. 10 Furthermore, the testing results of the proposed immunosensor and the established electrochemiluminescence (ECL) technique were compared ( Table 1 ). The two methods correlated well with a correlation of 0.998, as shown in Table 2 ; the P-value of the paired t-test was 0.4 (no significant difference). Moreover, the absolute values of the relative errors of the two methods were lower than 11% (except for one, the others were less than 10%), suggesting the excellent accuracy of the proposed immunosensor for clinical applications. To further elucidate the advantage of the proposed electrochemical immunosensor, the linear range, limit of detection, and clinical applications of the immunosensor were compared with other CA19-9 electrochemical immunosensors. As shown in Table 3 , the linear range and limit of detection of the proposed electrochemical immunosensor are comparable, while the proposed method shows the advantage for the detection of the clinical samples due to the reliability, reproducibility, and sensitivity of the fabricated label-free electrochemical immunosensor based on AuNPs@PThi as signal indicator.
Conclusion
In this work, we designed and prepared AuNPs@PThi through a convenient and economical route. The electrochemical response of AuNPs@PThi required the participation of electrons. The immobilization of CA19-9 can cause different electrochemical responses depending on the blocking of the electron transfer before and after immunoreaction. Maximizing the electrochemical properties of AuNPs@ PThi, we developed an effective label-free electrochemical immunosensor for the ultrasensitive and reliable detection of CA19-9. The proposed immunosensor showed excellent performance for CA19-9 detection with a remarkable detection limit, acceptable stability, and reproducibility. Furthermore, the proposed assay, which was used to test the clinical serum samples, exhibited accuracy, suggesting the feasibility of the assay in future real applications. In brief, this study suggested an effective strategy for signal amplification based on AuNPs@PThi that can be used to assess CA19-9.
